Simple Summary: Dietary amino acid concentration should closely meet the quantitative requirement of animals dependent on genotype, gender, age, aimed performance and housing conditions. Both under-and over-supply yield impaired efficacy of individual amino acid utilization and increase the nitrogen excretion. Hence, for optimal feed formulation, a validated knowledge about adequacy of dietary amino acid balance is necessary. Present studies contribute toward ensuring ideal amino acid ratios in diets for growing broiler chicken making use of a new amino acid efficiency-based procedure.
Introduction
According to physiological needs, absorbed amino acids (AA) should be available for tissue protein synthesis in time and in a ratio that matches the AA requirement of individual tissues. Finally, recommended optimal dietary AA ratios (ideal protein concepts) summarize these tissue needs for the whole animal. However, both due to variation of individual tissue growth depending on age or performance and the ratio between AA needs for maintenance and performance, the optimal dietary AA ratio cannot be expected as constant. A maximized correspondence between dietary supply and physiological requirements is the tool to improve metabolic efficacy within the physiological possibilities and sustainability of nutrient conversion in systems for food producing animals.
However, both improved AA requirement data and procedures to evaluate the feed potential are needed. Current focus on ileal digestible AA as a tool to describe the feed potential does not take into account that on average, 40 percent of the absorbed AA could be catabolized by the enterocytes in the gut [1] . Possibilities and limitations of different procedures for AA requirement studies are discussed elsewhere [2] [3] [4] [5] [6] . A controversy exists according to the procedures, which are mostly adapted to the physiological conditions in the animal. Currently, such procedures utilize dose response studies making use of graded AA supplementation [7, 8] or derive optimal ratios from AA response due to individual AA deletion from an AA complete diet [9] . According to Baker [8] , diets are formulated to meet the recommendations of the National Research Council (NRC) [10] , except for the amino acid under study. Estimates of the AA requirement are conducted in terms of "subjective" and "objective" estimates of the required AA concentration in the diet. The "subjective estimate" is concluded from broken-line analysis only. Deriving the first point at which the quadratic response curve intersects the plateau delivered from broken-line analysis provides the "objective estimate". The latter is utilized for further conclusion of ideal dietary AA ratios.
In addition, Wang and Fuller [9] have developed another approach based on a created AA complete diet near to the actual assumptions for an optimal dietary AA ratio. This complete diet contained crystalline AA supplementations for each of the AAs under study to supply 100% of the assumed requirement level. In the next step, the AA under study was individually deleted from the complete diet. Both responses were measured, due to the complete and the deleted diet, respectively. The observed slope of the response criteria between these diets was utilized for conclusion of optimal dietary ratios between individual AAs. The principle of this approach was utilized in our procedure, but the effect of individual AA deletion was directly measured by AA efficiency from modelling of observed N balance data in growing chicken [5] . The aim of present experiments was to apply observed AA efficiency data of lysine, threonine, tryptophan, arginine, isoleucine and valine for conclusions about optimal AA ratios for these AAs in diets of growing chicken.
Materials and Methods
The experiments were conducted at the Division Animal Nutrition Physiology of Goettingen University and approved by the Animal Welfare Committee of the Department for Animal Sciences.
Animals and Housing
At three assigned times, day-old meat-type male chickens (ROSS 308) from a commercial hatchery were kept in a floor pen and prepared for the consecutive N balance studies by feeding a standardized starter diet up to the beginning of the two experimental periods, respectively. Starting at day 6 (starter period) and day 20 (grower period) 35 birds each (i.e., 70 birds per experiment) were individually housed in metabolism cages and randomly allotted to the experimental diets (see footnote of Table 2 ). Housing temperature was adjusted at 32 °C (d 1) and, subsequently, continuously decreased to 22 °C at the end of the experiments (d 35). Warm red light was provided for 23 h/d.
Diets and Feeding
For applying the approach of "AA complete diet", an average of currently available ideal dietary AA ratios with lysine as the reference AA for growing chicken was initially required. Diet composition was based on conventional feed ingredients and aimed for an AA pattern near to actual assumptions about an ideal AA ratio. Statistical analysis of reported data (AA recommendations for starter and grower diets) excluded such single values, which exceeded or remained below 10 percent of the calculated average for individual AA (Table 1) . Formulation of the balanced control diets (CD) for each of the three experiments aimed at meeting these assumed ideal AA ratios for both starter and grower periods. During the extended time over which these experiments were conducted, we were not able to use identical batches of feed ingredients, and so, we had to order new single feed batches. Also, each consecutively conducted experiment was designed making use of the results of the preceding experiments. The analyzed new data were applied for repeated computer optimization to fulfill the postulated ratios within ideal AA ratios (IAAR), according to Table 1 . Based on the results of Experiment I, the lysine content in all diets used in Experiment II and Experiment III was elevated. In Experiment III, it was decided to reduce the isoleucine and valine contents in the diluted diets (see DD in Table 7) , as compared to the concentrations used in Experiments I and II, to ensure the limiting position of these AA in the diluted diets. Table 2 provides an overview about the intended limiting position for individual AAs of Experiments I-III based on CD with different feed ingredients (Table 3) and AA concentrations as summarized in Tables 6 and 7 .
Making use of the feed optimization program Fumi for Windows 3.1 (HYBRIMIN ® Computer+Programme GmbH & Co. KG, Hessisch Oldendorf, Germany), diets based on corn, wheat, fishmeal, field peas and wheat gluten, including small quantities of supplemented methionine, cystine and arginine, were created (Table 3) . According to optimization, the final ingredient composition of all formulated CD fulfilled the postulated optimal AA ratios (values in parentheses of Table 4 , compared to data in Table 1 ), except for histidine, leucine and phenylalanine, respectively. Consequently, these AAs remained in relative excess and had to be deleted from the current data evaluation based on dietary AA efficiency, because their limiting position was doubtful. Due to reduced demands of broiler chickens on dietary protein and AA concentrations with increasing body weight (BW), the total protein and AA contents in the CD for grower periods were diminished by diet dilution with wheat starch (Table 3) . However, the protein quality between corresponding starter and grower diets was kept constant, according to an equal proportion between all feed protein sources. Based on the AA balanced CD, diluted diets (DD) were achieved by diet dilution with wheat starch to 80% of the supply with CD. Except in Experiment III, the dietary supply of ILE and VAL was diluted to 70% of CD to ensure the limiting position of these branched-chain amino acids (BCAAs). The remaining feed ingredients (premix, calcium carbonate, soybean oil, cellulose) and indispensable AAs were refilled up to 100% of the balanced diet (CD), except the individual AA under study. Additionally, unspecific N was refilled by supplementation of L-glutamic acid.
Collection and Sampling
N balance experiments both in starter and grower periods were divided into an adaptation period (5 days) and two consecutive collection periods (5 days each), respectively. Birds were individually housed in metabolism cages with wire floors, equipped with single feeders and self-drinking systems. At the beginning of the adaptation period, the pelleted diets were supplied at the free choice level. Individual feed supply was kept constant at the beginning of the third day in the adaptation period, further adapted during the first two days of both collecting periods and kept constant again up to the end of excreta collection. Quantitative excreta collection was conducted directly from trays 2 times a day. Excreta samples were immediately frozen and stored at minus 20 °C, until further analysis.
Chemical Analysis
Chemical analyses were conducted according to the German standard methods [24] . Feed ingredients and experimental diets were analyzed for crude nutrients, starch and total sugars. Ether extracts of the feed were analyzed following HCl-hydrolysis. Nitrogen determination utilized the DUMAS-method (LECO ® LP-2000, LECO Instruments GmbH, Kirchheim, Germany) and crude protein calculation by a factor of 6.25. Amino acids (except tryptophan) were analyzed by ion-exchange chromatography (LC 3000; Biotronik, Eppendorf-Netheler-Hinz GmbH, Hamburg, Germany) following acid hydrolysis without and with an oxidation step for quantitative determination of sulfur-containing amino acids. Tryptophan was quantified by reverse phase high performance liquid chromatography and fluorometric detection following alkaline hydrolysis with barium hydroxide during autoclaving (16 h, 120 °C). Additionally, apparent metabolizable energy (ME) content of balanced CD was calculated according to the World's Poultry Science Association (WPSA) [25] .
Model Application and Statistical Analysis
Analysis of N balance data utilized principles of an exponential N utilization model [26] and its applications for assessing the individual AA efficiency in growing animals [2] [3] [4] [5] [6] [27] [28] [29] [30] [31] [32] . The modeling procedure defines daily N retention in the animal depending on N intake and dietary protein quality: Basic number of natural logarithm (ln). The model parameter, b, is linearly dependent on the concentration (c) of the first limiting AA (LAA) in the feed protein [33] . The slope of the linear function (bc
í1
) is an expression of dietary efficiency of the limiting AA under study and is utilized as a model parameter [3, 5, 28] . However, the AA efficiency parameter (bc í1 ) summarizes absorption and post-absorptive utilization of the LAA.
This application is only valid when the first limiting position of the AA under study is ensured [32] . Consequently, bc í1 data from non-validated adjustment of the individual limiting position yield an overestimation of the quantitative AA requirement. According to Samadi and Liebert [4] , the model parameter bc í1 is directly suited for assessing optimal dietary AA ratios, because the order of observed bc í1 data from individual AA is indirectly related to the physiological requirement per unit protein deposition as one important factor. In addition, AA utilization during digestion, absorption and post-absorptive utilization processing is the second important factor influencing the order of bc -1 data.
Accordingly, the reciprocal relationship between LYS efficiency (as reference) and the observed efficiency of the individual LAA under study is utilized to derive ideal AA ratios (IAAR):
Statistical analyses were run with the SPSS software package (version 19.0 for Windows, IBM SPSS Statistics, Inc., Chicago, IL, USA). Differences between variables were compared by a one-way analysis of variance (ANOVA), including Tukey and Games-Howell tests for verification of variance homogeneity and identification of statistical significance. Observations with p d 0.05 were considered to be statistical significant. Individual outlier data were identified (p d 0.05) according to Dixon and Massey [34] . According to the consecutive time schedule of the experiments, varying batches of ingredients and proportions, as well as some variations between nutrient and AA contents of the control diets (Tables 3 and 4) , ANOVA was applied only within the individual experimental periods.
Calculations within the model utilized a uniform NMR (221 mg/BW kg 0.67 ) and average NR max T data for the starter (3,884 mg/BW kg 0.67 ) and grower period (2,972 mg/BW kg 0.67 ) of fast growing male meat-type chickens, according to Samadi and Liebert [4] .
Results and Discussion
Results of the conducted N balance experiments are summarized in Table 5 . From these data, both dietary protein quality (b) and AA efficiency (bc í1 ) data were derived (Tables 6 and 7) .
Generally, in nearly all experimental periods, lower N balance data were obtained with AA diluted diets as compared to the balanced CD, resulting from both reduced supply of individual AA and total N intakes (Table 5) . A more specific evaluation of the responses due to individual AA dilution was obtained by applying the model parameter, b. If the limiting position of the AA under study was valid, the parameter, b, declined significantly. In contrast, when the optimal dietary supply exceeded the yielded response on dietary protein quality due to individual AA dilution was only marginal.
During the starter period in Experiment I, the dilution of LYS, THR and ARG led to significant impairment of the dietary protein quality (b) and indicated a valid limiting position of these AAs (Table 6 ). Other diets yielded no significant effect on b. On the other hand, following diets TRP, ILE and VAL, the obtained AA efficiency data (bc í1 ) were significantly improved. This observation could indicate a minor oversupply of these AAs in the control diet (CD), i.e., the diluted diets with considerably lower contents of TRP, ILE and VAL yielded equal protein quality as compared to CD.
To overcome the excessive supply of individual AAs, Experiment II utilized an elevated lysine concentration in the feed protein (Table 4) . In consequence, due to the dilution diet, TRP also yielded a significantly impaired protein quality (b). In spite of the indicated limiting position in AA diluted diets, TRP and ARG, the efficiency of both AA were not improved (p > 0.05). It is possible that TRP and ARG act as co-limiting AAs in this CD, because no impact on efficiency (bc í1 ) of TRP and ARG was observed. Furthermore, this assumption is supported by significantly lower LYS efficiency in the LYS diluted diet. It cannot be excluded that changes in diet composition due to variable batches and proportions of main feed ingredients (Table 3) , different dietary AA concentrations (c) with possibly varying AA efficiencies or the slightly lower total N contents in diluted diets (Table 6) were responsible for this unexpected observation. According to the results of Experiments I and II, diets, ILE and VAL, demonstrated that the concentrations of these BCAA were still too high to achieve the ensured limiting position. Consequently, a higher dilution of Ile and Val down to 70% of CD, as realized in Experiment III, did overcome this problem. The observed response of b due to diets, ILE and VAL, in Experiment III underlines that both of the AAs achieved their limiting position. In the grower period of Experiment I, only the diluted diets, LYS and THR, yielded a significant decline of parameter b (Table 7) . Diluted diets, ARG and VAL, obviously tended to respond in the same direction, but according to relatively high standard errors, no significant differences were obtained. However, AA efficiency in diluted diets, TRP and ILE, was significantly enhanced. In Experiment II, due to the elevated lysine supply ( Table 2) for each of the diluted diets, a significant impairment of dietary protein quality (b) was detected, but only the TRP efficiency in the TRP diluted diet was significantly higher (p = 0.038), as compared to diet, CD. Similar effects on model parameter b were observed in Experiment III, but due to the stronger dilution of diets, ILE and VAL, the response was more pronounced. In line with Experiments I and II, the efficiency of LYS and VAL was not significantly changed (p > 0.05) following dilution of these AAs. Table 8 summarizes the results of ideal AA ratios as derived from observed individual AA efficiency dependent on experiment and growth period, respectively. Values in parenthesis indicate calculated data related to results without a significantly confirmed limiting position of corresponding AAs, except ARG and VAL in the grower period of Experiment I. In both of these cases, parameter b was approximately 10 percent lower compared to CD and, for the VAL diluted diet, near to an acceptable statistical significance (p = 0.056). The observed variability within the experiments and experimental periods was relatively low, as compared to literature data [10, 12, 17, 22, 59, 60] . All derived IAAR were based on diets with equal native protein sources and constant protein quality over the whole experiment, respectively.
From AA requirement studies in the literature it is indicated that most of the variation in IAAR estimates is provided by differences in bird (genotype, gender, age, performance level [4, 5, 8, 10, 14, 17, 20, 22, 23, 45, 53, 59, 60] ), diet (especially feed ingredients, dietary protein concentration, balance and availability of AA [4, 5, 8, 10, 46] ), response parameter (e.g., BW gain, feed conversion rate, protein deposition, body composition [8, 22, 42, [44] [45] [46] [47] [48] 54, 56, 57, 60] ) and the applied mathematical model for AA requirement assessment [8, 22, 42, 45, 47] . Even if requirement data are expressed in terms of digestible AA, regardless of total vs. ileal (praecaecal) or true vs. apparent digestible, the observed considerable variation of IAAR literature data did not decline [59] . One explanation is that the concluded AA requirement data are only partly directly related to protein deposition. Additionally, assessment of the praecaecal AA digestibility meets only a part of the total utilization process. AA losses during post-absorptive utilization process, in terms of dietary AA efficiency as reported, need more consideration. Furthermore, attention must also be paid due to the nutritive interaction or antagonism between structurally similar AAs, like LYS and ARG [35] , THR and GLY [36, 37] , TRP and large neutral AAs [38, 39] and, especially, between the BCAAs, LEU, ILE and VAL [35, 40] , because of their impacts on the dietary AA requirement assessment and, consequently, on the derived IAAR.
The observed ideal THR:LYS ratio was slightly below the assumption derived from literature data (Table 1) , but tended to be higher in older chickens (62 vs. 60). These values are in a similar range as reported by Boorman and Burgess [11] , Austic [13] , Mack et al. [18] and Coon [22] . Lower THR to LYS data (56:100) were published by Baker et al. [7] . Likewise, Mack et al. [18] and Everett et al. [41] obtained data suggesting that the ideal ratio of THR:LYS was lower (57 or 59) than previously reported. Leclercq [42] established THR:LYS ratios between 59 and 62 to 100 based on a non-linear calculation model and BW gain, feed conversion rate and breast meat percentage as reference criteria. However, according to the "broken line" model, the calculated relative ratios were higher (63 to 65), except for feed conversion rate (only 53.5). Considerably higher values (66 to 74) were obtained in other studies [41, [43] [44] [45] [46] [47] [48] . The average TRP:LYS ratio of 18:100, as preliminarily recommended, was slightly higher than indicated from the mean of reference data (Table 1) , but it was within the analyzed data pool, varying between 14 and 20 for the dietary needs of TRP relative to LYS (100), and agreed with the current results of Corzo [49] .
Derived ratios of ARG (100 or 110) to LYS (100) were variable, but could be ranged rather in the middle of earlier estimates, indicating a very high variability between 90% and 118% related to LYS, as reviewed by Balnave and Barke [50] . Due to antagonism between ARG and LYS [51, 52] , the results led to the assumption that the increased ARG:LYS ratio in Experiment II could be related to the elevated dietary LYS content. Furthermore, for both ILE:LYS and VAL:LYS ratios, the current studies did not allow a final conclusion. Compared with the means of the analyzed literature data (Table 1) , both calculated IAAR seem to be lower, especially in the starter period. Actual results [53] confirm this assumption. Generally, it must be concluded that the published ILE and VAL requirement estimates and derived IAAR are very variable, due to the antagonism of BCAA. If the dietary concentration of one of the BCAA was elevated, a significant increase of the requirements for the other two BCAA was observed [35, 40, 54] . In contrast, D´Mello [55] reported that a relatively low dietary ILE level of 0.52% permits satisfactory performance data with dietary LEU and VAL concentrations at 0.98% and 0.63%, respectively. In the majority of studies with growing chicken, especially, the LEU content in diets was very high. Consequently, both the requirements of ILE and VAL and the calculated IAAR tended to be higher [42, [56] [57] [58] .
The currently observed higher relative importance of THR, ILE and VAL in grower compared to starter diets is in line with several results derived from N balance and growth studies on broiler chickens [8, 13, 17, 20, 23, 53, 59 ].
Conclusions
The applied modelling procedure provides a new method for predicting dietary IAAR in diets for growing animals, taking into account both quantitative performance data in terms of protein deposition and the individual in-feed AA efficiency.
Ongoing experiments with growing chicken will provide a more representative database to examine the reliability of derived IAAR. Accordingly, formulation of diets making use of the current IAAR data have to validate the IAAR conclusions based on the applied new AA efficiency procedure.
